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^ #2002-106786 . 

m^mi] ^i$^nn^(Dmsknmmmmm^ (scgf) 

m^mz] m.f^^mfp<Dmitnmmmmm^ (scgf) ■^mM't^:iii^(^ 

a 

m^ms] ^i;^^mfp<Dmik^mmmmm^ (scgf) ^mMt^^t^m 

[^^^4] ^i^m.n^<Dmitnmmmmm'^ cscgf) ^m^-t^^it^!^ 

m^m^i ^i^^m^(Dmjknmmmmm^ (scgf) ^^M-t^zm-kn 

mm^ (SCGF) izKf^t^mi^km^^^:r.tknmii^^. m^m'7mm<D:&m 

o 

mm-v^ ^ ti j^M^ fe^gi-rs^y^n - 29~59# g ® T ^ y wtmm 

1 miE# 2003-3036690 



#2 0 0 2 — 1 0 6 7 8 6 ' 

m^-^i 1] msknmmmmm^ (scgd K^i^^-t^ui^^^m^m^t-i. 
m^^mi 2] mstnmmmmm'^ (scgf) iz^m-t^^ii^timmm^iiv 
m^mi 3] i^skmmmmm'f' (sggf) izKfd^t^mi^^mmfi^^tiy 

mitn^mi^x&^m^^i i~i s (D^i^-rnff^ imizmm(Dnmmo 

iB^J"t?^$tifeM^S:^lif ^'^-:^;l/^^;#:> 29~59# g CD r ^ y MiB^J 

[0*3® 1 6] mstm^mmmmm^ (sggf) {cM^s:t-<5^#&-^tj, aifii-ii 
m^mi 7] itik^mmmmm^ (scgf) ^-^tf, 6mm<Dmm 

ho 

im^mi 9] sB^jii-^ifa«c?)60'-302#s©r^ jmmmx^-^nr^m 

[0 0 0 1] 

mMnmmmmm^ (scgf) sM^-rsrii&i^mii'rs, ^j&ji^ 

2 mK# 2003-3036690 
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mmm^ (scgf) KKis^t^mi^^m'^^^thx^mhxtsts>Bskm. m&!t 

10 0 0 2] 

, ^z.x. ^vmm<Dm\f^}^itm<Dmm:^mfj^^i^hnx\t^:s>o 

•^S48, 155 (2000), Blood, 84, 3071 (1994), H2^#ff||3 1 2 2 7 7 1 „ 

m^m^<DWim:^m(D—Dti^x. mstnmM^mmm-fy'^^&if^ti&o mit 
m^^mi^t£\>\ maknmmcD^mijmm^^. ^m^iMm^^iZ^m (j^t> gv 

[0 0 0 3] 



2003-3036690 



■t^z.timm:^^(Dm^izm^X':^^o 
^^}ixit^mizMitnmm<D^m^mm'r^z:t:ffix^i3t\i^. 

tl f3gjlfl#||BB*t5fiH^ (stem Cell Growth Factor ; Jg^T. SCGF Hm^-t^ 

W098/08869, Proc. Natl. Acad. Sci. USA, 94, 7577 (1997), Biochem. Biophys 
. Res. Comm., 249, 124 (1998)] , 
[0 0 0 4] 

scGF^m-t^mi^nhxit. m^^mmpLmiz^vm^HtcscGF. t^^mz 
scG¥<DNmmii^h6mmnti^h 2 5^ag*-ecD^^/^:^5^ y^%:^mmt Lxm 
IS b jjf u D J: xfm^mm±mti^ ^mi^mm^tifc^scGF^m^^ 

mm^mK^vmhtir=:scGF^^mmtLxmmvt^'=ey^u-i-j]ymi^iif^^^ 

tlTV^^ (W098/08869) „ m'^J^U—TJimi^tl^^mm^^^-r^Zil. tfc 

M^^mm:^mz^ y#e>nfescGF&:^Si^Mi: Lxm^hr:L^v ^a-^jvmi^ 

mUSkXm&^mm:k.mK^ U#e>ttfcSCGFi:;S^5'tSr i:, SCGF(Z)N5|c^g3^>^ 
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tl 7^ S CG F $: ^ m ^ -5 3 i: 7^)^' |g ^ ^ T V % § „ 
[0 0 0 5] 

t bfe*tSGGF^>^ ^n— ^;I/^#:KM21423^)«#'&§4^TV^S [The Hematology Jou 
rnal, 2,307 (2001)] . 

e>tl55^V^ri: [Proc. Natl. Acad. Set. USA, 94 , 7577, (1997)] , jj^Bl, |^J^ 
> W®> #®> Ji&iMfFlC#<, 5^MifilfC^f>35;VNr ^1 [Biochem. Biophys. Res. C 
omm., 249, 124, (1998)] ^^^e>tlTV>^. ^ fe, iE^if^j^V^7X{C^ >i?->r 

^^bTV^Sr^l;b^^^$tlTV^S [The Hematology Journal, 2, 307 (2001)] 

$6>IC, #fl||HJBS*^(HT60. KPB-M15).#:^^$|ffJ|g||^(THP-l, U-937), m^^m 
mm (HEL) , (NHF) SCGFmi^^<Dmmif^ M e> tl B^WflgfJ^ (U266 

Bi, iM-9). immm(mui-A). mwmmmm(.iL562)^ _h>6^m0m«(HeLas3, a 
431), J -^mmm (Bones) ^ >f ^4 ji:^mMmmm^wmmmm(293) 
. mm^mmm (ccd-su) it. scgfsir-T'® ^g^*^ b ^ n j& v^ 3 i: i^m^ $ ti 

TV>S [Proc. Natl. Acad. Sci. USA, 94, 7577 (1997)] , 

^^StlT^y (mmmm^OAS) [Electrophoresis, 18^ 533 (1997)] , SGG 
F® mRNA43^)^ SCGFS e 1S» & fi^ -r S * =fo fflilT? S o 

[0 0 0 6] 
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[0007] 

(1) ^i^um^(D'M!tnmmmmm^ (scgf) ^m^-t^^n^mmt-t 

(2) ^ii^un^(Dmik^mmmmm^ (scgf) &tH!l^-tscr:i:$:#^i;-r 

(3) ^#:^MtfJ©jtJfil#mii5BH^ (SCGF) ■5ri:$:#^i:t- 
(4) ^#:^)pttfr®5ijfii#giji&ji5B0^ (SCGF) ^m^-t^zLH-knwiii-t 

(5) ^^^^MPfJOatJfe^MjBSifJSH^ (SCGF) ^mM-t^ZH^nrnt-t 

(6) w^*fcttWJt-s^^*^, :^^^e«r^i^:;^^T*>€>, _hiB (i) ~ 

(7) ^m^mmM:^mi}K i?->F>f ^y^^^r-^s, ±ia (s) mK.mm(D 

(SCGF) izKmt^mi^^m\^^zt.^mmi't^. ±m (7) ib^cd^^o 
m#:T'fe§±fB (8) mmo^^mo 

(10) ^ >^ n -i-jvmi^ti^. iB^j## 1 ® i~28# g ® T ^ y msBa^j-e 
^ n-^mm & is^-r s ^ 7 n --f-jvm^. 29~59# m<d7^^ mrnm-^^^ 



6 
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;i/m#:T'fes, jtia (9) sa^oD^^o 

[0 0 0 8] 

(11) Msk^mmmmm^ (scGF) izR^-t^mi^^m^^i&ti^x^m 

(12) 3tj&#Mii5a®^ (scGF) iz^i^-t^ifii^^m^m^iihx^m 

(13) msknmmmm^^ (sggf) jC;K/si-sm#:s:^^^^i:LT-^;t 

^mf^X':^^±m (1 1) ~ (1 3) <D\t^'rtii)-'imicmm(Dmmmo 
jmi^x:^^. ±m (14) mm<DBmmo 

(16) 5tJfil#m*t5SH^ (SCGF) JCHJS-re^^^r-^tf, Bitm. WB 

(17) mMnmmmmm^ (scgf) s::^tf, ±m d 6) ia^©^^M:Jir 

(18) ■ m^i^-^ 1 <D29^59m B (DT ^ /mmnx^^nfcimm^mMt^ 

(19) BB^j##iiB^®60'-302#@oDr^ ^mmmx^^titcmm^M 

(2 0) Jiia (18) *7^« (19) ^lc^4g®^y ^^n-:h;i/Ji!;#:&^li 

[0 0 0 9] 
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u y AM. tLXit. ^P^yvy P ^y vy /n'® (jk^t. nhl h m 

scGFigMii, mnA(D&i^u,nfptc^tm>scGmmizit^xmMiz±nhx\i^ 

JfiU^'as-ffiifiimj^ST' S f S Zl ^ ;^)\' T' ^ S o 
[0 0 10] 

h:t:7mtit. :&^mmcm^iyX^mt,t^mBmii^mmmii^mm 

« 

8 miE#.2 003-3036690 
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(a + b) x^m^ti^m^mm mm^m) . ^/ (c + d) xm.^t\.^m.^m 
mm mm^m) ni^xm^^^i^ff^x^^o 

±\f^zitK^vmmim<tst^fi^^ ^#m^«±a^So mi^:Bmiii,xit. mm 
i:#M>g®M#^^)#5^)^ltv^^$e>:^w*bv^„ t^tc. mmii!^mm(Dm-^o . 5$:. 

[0 0 1 1] 

nj^jEM^m^^-tm^. ^^i^m+ 2m<Dmmmm (sd) ^t=.it^mm-2SD 

-r-Sr il/^j'^'t?^, h:pr7#[?:13.0ng/inUc^^b:^#-^{Cli. ^S^lOOl # 

+ 2 SDCD18.2iig/mUC^^-rSi:. ^S89.5X, #Mm00«7?2|ai^i-S d ilA^T* 

mmx-^^ i}^^f)^ & ^;^iooi i^M^iooX-r^ t- § zihtf^x^^o 

. [0 0 12] 



g 
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[0013] 
[0014] 

(5p*^«+2SD=16.6ng/inL) $:Sg^b,^:^r h:r7M}C«I: oT^lfM-TS il, ^ 
Sioo%, #MMioo35T'lf^:^^^tt^ifii«#h#ilM?^'ffi^f^i^B#i: ^WSat-'S 

$e)ica^>fii&15.6ng/mL'-18.6ng/inLjC^^-ttlli, ^S^lOOl 
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mMnmmmmis^ hmm.nmm(D^Mt. ^commit. m^(Dmmik<Dikmm^ 

^ if S:;^S^-^b;^^/^ffiJCfe -5 pre-conditioning^, l^m^n^fc^mzMmWii)'^ 
mcf^ hr:iV<MK S aplast ic^, ^mmzjtmWiiimm. V fc^^MfC ^ S recovery 

[0 0 1 5] 

m.MnmSmm tcmm ® pr e-cond i t i on i ng^ ^ J: O-ap l as t i cil © &W 

Mm.nmm(D&mMm^pMt^izit. pre-conditioningS9(Z):^-^tt, mxht 

ijy \>:tym^9.Sng/mnz^ii>^:it.lZ^ijmm75')L #Mlt67%-e, aplanticRi 
(Dm^it. itJ^:^h^ym^ 12ng/ml tc^«) S 3 il }C i: y ^S75«, #Mlt6335T?if?f 

•^hiz. ^mMitGvw<D^m-^mMt^:^mzm-r^o 
mMnmm^m^^=r^r:LBm<D2ipiisticm^^t:^recoverymx<D^i^M,nfpiz 

h :^ 37 J: y IS V>^i® ^a-a-lC «GVHDjb^^3gf Sfe-eti*<^«5i: ^Ptf ©T-f - S r j&^T* 
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[0 0 16] 

MsknBSk^m^<DGmd(D^'&^m^-tSiZit. pre-conditioningS5iCfeVNT 
lastic^^CfeV^T«:^^y h^T :7'(|t ^M;tliiOng/mLlc^&S :i ii -^^^8735, #M 

^mm^mtjti:fmmmi^Km^mmvr:i:^mx:^tiit\>^i)^tjt:s,%0%^^^ 

^^^m^mm&mthXit. rt-pcr^, J -'*f>':rnv^^ y^m. in sit 

lifjfe^^m^ (RiA) . ^*^^:^m^ (EiA^T^imisA) , myt:^mw.isim (f 

lA) , ^3fe:^&]@^ffi^ (luminescent immtmoassay) , mMit^^^B^ (TIA, 
LAPIA, PCIA) . 7n-i?->f h:* hy-;&if3b^felf m^L<itmm:$i, 

32p^ 125j^ ^^^I^S:MV^Sz:^lJ^)^•r^-5o 
CO 0 1 7] 
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i^m. v:7h-9-^x>:^t±^) <D^^^m^>^^z.tiD^V^^. mXit. FITC, Ri 
TC^ M V ^ s r ^ S o 

^^^:^h\y4^v \^ HSJSc ]^5^>^&lf e>tlS>^)^ ^ftL<lii^> 

m^CDVN-rtl&MVNTt) j:<> Fab, Fab\ F(ab)2:fcif > h Srffl 

[0 0 1 8] 

i(Di-'28#soT^y mmnx^m^titcimm^umt^^ j^n —f-jvui^ 
> iiB^j#-^i® 2 9~5 9#S0T^ jmrnnx^^nrc^mm^^mt^'^j^ 

iB^J##i<Z)i'-2 8#@®T^yi?iSg^j*T?a^$4xfe^J^^^ili-r-5^y i^n 

LTli. A-f K-'^KM2142 [The Hematology Journal, 2, 307 
(2001)] lib^^Mf "S^-^ ^n— ^;l/^^;#:KM2142;^)^fe^f e>ti-s= iB^J#-tl®2 



1 3 
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9-5 9^M(or^jmmmr^^^nr^m^^mmt^'ey^u-i-)mi^ii,h 
. mm^^imm<D6 o-'3O2#g0r^ jmmmv^'^nr:imm^um'r^ 

*iT:#:KM2945*'?fe }f e> tl S o 

^^^-:^;^^^^#:KM2142S:^^t--5/^>r >^U F-VKM2142, ^>^^P— 
Ui^MZaOA & ^jg-r -5 /^ >r U F - VKM2804. - :^;l/^a'ft:KM2945 

't^/\^':fV F~VKM2945{i, 4^2>g 2 6 H^t^t-eMSSfTSfci^AMm^ 

mn^m^m mm^m^U'^ > ^ - (^:^«o < itmmm ir^i^m 

He) tCFERM BP-7922, PERM BP-7923fecfctJ«FERM BP-7924il bT-etl-^tlWIES 
[0 0 19] 

* bv>^y i^^-:^;l/^^:#:Oi®^^■^t>•&^:bT^i, iSB3^J## 1 ® 1 — 2 8#i® 

y F~VKM2142 [The Hematology Journal, 2, 307 (2001)] *\*^Mf =e ^ 
n-:^;i/Jr[;M2l42^, ia^rj#-# l fH^® 2 9~5 9#B<5[>T^ y'MiSB^Jl?^^^ 
*l7^Mli!c$:|giJ^^^y tJ^n— :R#:6«rK:«A>r :f U F-VKM2804(FER 
M BP-7923)At^M1-S^y ^ D--^>n/iit#:KM2804^<?)J!i«5^-^t>-&;5)<^lf e>*lS„ 
2^#SW<Dii-> F>f ^y5^^tcj:SSCGFS:^m*;feij:^i-rs;^^®:a#M^Je(T 

zTuv^y^WMWLi^hxys.. M;tifi~io%0'^>>jfiiisr;i/:/^ 10—30% 
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2 0 0 2 — 



10 6 7 8 6 



ynvy^x-:;^ (mm%mnm) ^^mt^mmm. m^it. v>mmmm. 



[0 0 2 0] 

M^Rmir^:itiztjt:S>^ 
[0 0 2 1] 

m^<D:^miz^i)mMvx^^. ^^kmi^<Dn^^^m^tcitm^t^z.t:%x 
±m<D^^izhx. m^^nr^iLifkmi^oA^m^h. nm^^^M^^xm*. 



1 5 
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So 

0 2^B07^jmm^iix^^t\>r^mm^mmr^'^j'i^n-i-;mm'^^if^ 



42y?)tfetf pjti-So SB^j##i ® 2 9 — 5 9m^<Dr ^ ymm^^ix^^nrcm^^ 

n— :^;I/^#;KM2804^^)^fe^f e)tb<5o @B^J##l(Z)6 o~3 o 2#goDT^ JMM 

S ^ y ^ n - ":^;l/^^t#:KM2945;^)'^ ^ ^ S „ 
[0 0 2 2] 



1 6 
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©^S'f t L *j CD 6, ti ^ o 

mzm^VV'}:f^JV^^i/^-^ (HRP) . ^i//mTJV:^U^s^y7^-if^ 
[0 0 2 3] 
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2 0 0 2 — 



1 0 6 7 8 6 



iB3«j## 1 iH«® 2 9 ~ 5 9#gcDr^ jmmmx'm-^tit^mm^mm-t^'E 

y ^ □ t.hXit. /^ >f y F - VKM2804 (PERM BP-7923) fj^^mir^ ^ 

J ^'u-i-jvmii^Mzsom^if^n^o 13^J#-^ i ib^® e o~3 o 2#goDr 

-v'KM2945 (PERM BP-7924) tf^^M-t^'e J ^ U~i-JVmi^m29A5t>^&}ifibt\,^ 

a 

[0 0 2 4] 
(1) *tM®^S? 

, MmiHis, mmmmmizmALxm^thtcuhscGFm&m. ^^^^f^^icj: 

i: LT^^-t^i^^llA^^So 3i##it_hSa^^®{C#:&'tSi|J4^ii. KytetDo 
olittle®:?^^^ • yt:f ' ^l/=^a.^— • A-i^tUt^- (Journal of 

Molecular Biology), 157, 105-132 (1982)] :^EiZ^V. l^^tKtt® i^V\S:$)'IB 

n^^m'r^z.txmmir^:itti^x^^. mt>. -'mmizm,yi^'m(Dm^^^^i>t 

#^t-S#-^;{)<#VN, $P,}C> Sca^®z:ri^«3iift#%##lCT'^So Chou-Pas 
manCD:;^^^ [T Fv^'^V'feX • -Y ::^-X>if>f ^En (Advances in Enzymology), 



1 8 
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• 



47, 45-147 (1978)] t£ i£iz J: i) T ^ J mMm^^'^mLr^m&Mr.^kmmiic^ 

[0 0 2 5] 

(International Journal of Peptide Protein Research), 35, 161-214 (1990) 
> ry y >>; K-7a: — X • ^^^^ K • (Solid-Phase Peptide Synt 

hesis)j , ^ V^yX • • 3i>if ^ a S;?- 11289^ (Methods in Enzymolo 
gy, vol. 289), ^l/>y^-B - y^—JVX (Gregg B. Fields) YiJ'rS.v 
^ • (Academic Press), (1997), ^^^f^^ K • l/^^VTs • :/n hn 

(Peptide Synthesis Protocols) j , i<W - ^ y - =i.^ — - 

:tl2t>^'-' ||35# (Methods in Molecular Biology, vol. 35), ^-^^-JV • W- 
Kziyhy (Michael W. Pennington), - M- ^y (Ben M. Dunn) tlJL 

-V:^- • z/U:^ (Humana Press), (1994)] » 
[0 0 2 6] 

^K®-^^j±, mmmi^mm^-:^^ y^-^^m. r FA>>;h • /tat^^/^^:?! (Ad 

vanced ChemTech Inc., USA, kCl^Hmn^-t^) ^^Zf^Y^^mWi^O)!^ 

m<D^':f'^\^^^m±x% mmizmm^mmbtc iia-Fmoc-r^jm^^^^^it n 
T'^s, MJi^iiJ&s«MT^ y^^itjfffi^Miitt, ABi mm 

it^ , y/tlf:^^rA:a: (NovaBiochem) , ^S^b^ (*) , ACT Ti- 
X^y^n. (AnaSpec Inc.) , ^fc«^:/^KfF^m (») ^ A^f Zl 



1 9 
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[0 0 2 7] 

(2) mm<D^^t.mi^m±mm<Dmm 

MAlS, yu^ y \f(D^±7PzLAy h (complete freund's adjuvant). ^;!K^ 

vno. mmi>^m^^':^^\^r'$>:s>m^izit. bsa (^iyskmrj\yzrs.y) ^ 

KLH (Keyhole Limpet Hemocyanin) iSstt^<D^^ V YMBMiiny h 
tKI^iS (Antibodies - A Laboratory Manual, Cold Spring Harbor Laboratory, 

1988] tjii^x-m^^o ^^izm^'^r^^mmKMh. ^ta^ikm^-^-^^u^mt:^ 

[0 0 2 8] 

mm^n^ir^. jifjiisrMEM^ss {.mmw^m^ ^xmw\^. \^y^vvx 
mjfi^^m (i2oorpm, s^^w) Lt=.^. ji^f&^T. hvy^-mtry 
^-^M.mmm (ph7. bs) xi^2:^mmmhmi6m^m^L. MEMm 

[0 0 2 9] 

(3) 'Wmmmm(Dmm 

-Tif^T-^WI^-^'i;::^ ,(BALB/cS5fe) #M®IIBJBS!^P3-X63Ag8-Ul(P3- 
Ul) (Current Topics in Microbiology and Imnmno logy, 18:1-7, 1978), P3-NS1/ 
1-Ag41 (NS-1) (European J. Immunology, 6: 511-519,1976), SP2/0 -Agl4(SP- 



2 0 



miE^^ 2 0 0 3-3 
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• 



2) (Nature, 276: 269-270,1978). P3-X63-Ag8653 (653) (J. Immunology, 123:1548 
-1550,1979) , P3-X63-Ag8(X63) (Nature, 256 : 495-497, 1975):^ if A^M*'^ ^jtl^-S 
o dtl^CDM^li, 8 -Tifi^'T-^^^I CRPMI - 1 6 4 0^%tC^;b^ 
(1.5mmoles/L) , 2 - JVijzfh:^^^ J -Jl (5X10"^ moles/L) , ^zny 

^•^>fi/y (lo^g/mL) ^^n^m},^itmiFcs)^iM^r:^mm (ot. lE^mm 

ilV^t). ) tC. $e>{C8-T-tf^*T-> (15^g/mL) Sria^fe^^) T'ij|gf^f<5 
CO 0 3 0] 

(4) ^mm^ 

(2) x^^mhtcLmi^m^mmn o) x-m^nrc^ummm^uEMmm^ 

fc«P B S (U >mrL:^ h U ^7i>,l.83g, U * U ^J^O.Zlg. i^m.BBe. 

m^Tiaiv^yh/v. PH7.2) -ej:<^^tb. mmm-^\ mi^mmm-.'^mmm 

Jig=5-'10 : 1 tC:&^ J:e)?S-&b, M^f^^^H (l,200rpm, 5i>^) ± 
»S:^§T. tfeML/feMf^^ j:<t^<^L/fc#, ^#b^3&^^, 37r;T?. sKUx^ 
Uy^^^Zl-A^ -1,000 (PEG-1,000) 2g, MEM2mlfe j:tJf S?;* ^;b:^>n/7}>dr F 
0.7mL®MM0.2'-'lmL/10^m^M^m 5:^511;^, 1 2 ^P^#{CMEM^%l'-2mL 

^mmmxtc^. mimm^m±x±Ati^50muztjt^^^iz^^, ^jMm (900 

(loAoles/L) , (1.5Xl0"^moles/L) ^ ^X^T ^ J :f9- V y (4X10 

■'^moles/D ^m^r=.mm'} lOOmlt^K^Mt^^ 3®»?S&967^:^«M-:/l/- 
h^C100/iL/5f^'r■O:^^^L/, SSJCOg-Y 3? -tft, 371C*l?7~14H^^^|-t 

So 
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[0 0 3 1] 
[0 0 3 2] 

(5) ^u-i-?vmi^<Dmm 

':f^)7.9y^m (2,6,10,14-5=^ h^:*5^;V'^>t5?7*55j:y (Pristane) O.SmlS: 
mmp^n^V. 25fflra0Wi-'5] b:fe8~l 0M^(^)vii7X^;tli^- K^^rx 
fc, (3) T'#e>tifemt: hSCGF^y ^n-:?-;i/in;#;||^7N-ryu F-'7MJiS2 
xio^~5xio'^«BJB§/H&J3glSl^^JH"r-S, 10-21 0TVN-r>^U K-vliJ^:?K3S 
-fb-r.S^ r®'y''>::^*M^Ji[7KS:Jgmb, J^^D^iMI (S.OOOrpm, 5:^-1^) UTS?^ 
40'-50%^^T>^-'!7AT'i^tfL;^^, :/ U DE 

o 

[0 0 3 3] 
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# 



m 

(1) \±hSCGF^^^^^\^(D^^ 

ir\.^^^mmthx. it^mHscGF-D^mmhfcLo 

lCg9f '&IUPAG-IUB^M^ (lUPAC-IUB Joint Commission on Biochemical Nomen 
clature) ©tfr-^ iB-U\^Ty - t^^-^JV • • ^ h V - (Eur 

opean Journal of Biochemistry) , 138 ^, 9 M (1984 ^) ] IZ^^^„ 



Ala: 




Arg: 




Cys: 




Gin: 




Glu: 




Glx: 




Gly: 




Leu: 




Trp: 





to 

Fmoc: 9-:7;i/:*- 1/ II. /I/ :^ ;i/ 
tBu: t--:f^J]/ 
Trt: hUf^;!/ 

Boo: t--:f^jV:^^i/ijJV:^:=.JV 
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Pmc: 2, 2, 5, 7, ^ :^'^JV^ U^y-6-y(.;vy yf —JV 

Fmo c-Arg(Pmc)-QE'. ]ia-9-y/l:tU=Ljy:^^jlyi-d^t/it}JV^=L ;i/-N^-2 ,2,5,7,8- 

n"7>-6-::^;i//J>— ;i/-L-r;i'=3f~> 

Fmoc-Gln(Trt)-Ofl: ^a-9-yfl^ytl/^/\/:i^'^A/:t^i/it};V^=.)]/-lie-hV'f-JV- 
Fmoc-Glu(OtBu)-Ofl: Na -9-yjV:t l'=.}\/:f>=^Jl7i-^i/it}J]/^=.JV-L-ir;i^ ^ 
Fmoc-Trp (Boc) -OR: lioi-d-y;U7tU=^fl/:IL^jVyt^i/itJ/l:^-A/-H^ t-r^^ JV 

PyBOP: ^y\r h U Ty~;i/-W;i/:tdpi/ h U trn U /J>>^r7:|-^ii?A/\dEi-9- 

yjiytu:^y.y j^—h 

HOBt: N-fc Kn:^e/'<>1/ h U 
NMM: N-:A^;i/^;i//j%y > 
DMF: N,N-5;:j15^;1//J>;1/AT^ F 
TFA: h y 

[0 0 3 4] 

ii^M:$)'^^SREFLEXS:MV^MALDI-TOFMS^^CJ: y^ToJt, fi'ofco T^^^r^)- 
zi-niy (Cohen, S. A.) ^(D:^m lr-f-Vv^^iJJV'A-^:t^^y.hV 
- (Analytical Biochemistry), 222, 19 (19.94)] lZ^^J^f^t:L„ Myi^^Mitm. 

=L' St^ (Waters AccQ-Tag) r^^m^mf (Waters^fcig) &MV>:9'ffL/fe„ 

(i2^J«-^4 ) (Ac-Arg-Glu-Trp-GIu-Gly-Gly-Trp-GIy-Gly- 
A 1 a-G 1 n-G lu-Gl u-G lu-Arg-G lu-Arg-G 1 u-A 1 a-Leu-Cys-OH) <D^^ 

Fmoc-Cys(Trt), U.lfiiaol A^j^-^LfcS#«tfJi| (H-Cys(Trt)-2-ClTrt resin 
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(b) mi^mm^900fii<DmFi^i^mmwh. mmm^mmv. z.<omi^^mu 

(c) Fmoc-Leii-OH (141/tmol), PyBOP (141itimol), HOBtl:?fC3Bl%(141 iCtmol) ^ j: 
tJfNMM(212;tmol)&DMF (494^ Di+rT'Si^^Ji^L,, #6 ti:fe:^?KS:^flltC}&D;lT 

o 

[0 0 3 5] 

^klC. (a)(b)®X@®=^, ic)<DX.nV Fmoc-Ala-OH ^m^^Xm-^B.fd^^n^^ 
> id)<DmWJm^^(SLX. Fmoc-Ala- Leu-Cys(Trt)3&^ffi#J:K:'^^Stlfeo 

&,~f> X@(c)^CfeV^T, Fmoc-Glu(OtBtt)-OH, Finoc-Arg(Pinc)-OH, Fmoc-Glu(0 
tBu)-OH, Fmoc-Arg(Pmc)-OH, Fmoc-Glu(OtBu)-OH. Fmoc-Glu(0tBu)-0H, Fmoc-Gl 
u(0tBu)-0H^ Fmoc-Gl n(Trt)-OH^ Fmoc-Ala-OH, Fmoc-Gly-OH> Fmoc-Gly-OH, Fmo 
c-Trp(Boc)-OH, Fmoc-Gly-OH, Fmoc-Gly-OH, Fmoc-Glu(OtBu)-OH, Fmoc-Trp-OH 
, Fmoc-Glu(OtBu)-OH, Fmoc-Arg(Pmc)-OH?:|li?jJcM V^•C, (a)'-(d) Sr^y^gbfe 

^, (a)(b)®Bjg^M> mWJim-kmx. :/^;vx-^;i/-e)iiri^^# 

(f) myi^mm(282/imoi):sLmi5Fi500fii)^mmizmxxm^m^zmmmwh. 
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W2 0 0 2 — 1 0 6 7 8 6 

[0 0 3 6] 

5mg/mL<DtiM*t?2-^^;i/>r > K-;p$:-^tfTFA (82.555) , ^7t7~lf-;V ( 
5%) . ;!K (5%) , K (3%) . l,2-ji-$(yt^^:t-JV (2.5% 

) fej:tJ«5^;r:7xy-;i/ (2%) tf^ic>tjt^m^mWL 1ml S:iD;tT^M"e6^^S5[« 

#^>tife^?l^{cai-5^;i/^ 10ml ^^Ltc-mm^m't^i^m^^V^T^ 

(^&^^, CAPCELL PAK C18 SOmml.D. X 250mm) HPLC -^mMl^tc^o 

0.1% TFA :?K^?S{C, TFA 0.1% ^^tl 90% T-fe h- h U ;^7K^M^^ItIx.TV^< 
iitS?i^<^iB^T'^mb, 220nm X^mH^L. ^t^^l^-^tiM^^^mfcLo 3(Z)M 

®ai)-^Ff [TOFMS] ; m/z = 2520.7 (M+H"^) 

T^y^i)-'^: Glx 7.6 (8), Gly 4.0 (4), Arg 2.9 (3), Ala 2.2 (2), Leu 1. 
2 (1), Cys 1.7 (1) 
[0 0 3 7] 

(2) ^mm(^mm 

JKAT<^>:^^'t?KLH (;«7;i/tf7i->irAttig) i:cDn:/e;rL^- h ^-f^lgL, ^mmt 

iyfco ^fJ^t)-h. KLHS:PBS{C^fi?LT10mg/mUCilMb> 1 / 1 0 ^4CD25mg/mL 
MBS (:^:*9>f•5^X^^?±|g) S:?^TLT304)-^M#Hi;5S-e:So fee>*>Ci?)PBS 
•^^IS'fbLfe-fe:7T7^>y i5':;^G-25?!j^A^if(D>5f;i/5j^?!j^AT'7U -ODMBSt: 
II^V^T^#^tlfeKLH-MB2.5mg$:0.1moles/LU h U ^i^AA^y (PH7.0) 

fC^^SUfc'^^^^Klmgiim-a-b, ^MT'S^r^. PBS 

(3) i&i^O^&^tm#^m^$IHfia(3Dii$i 
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il^yh (SD) tc|g-§E:b> 2 3li^=^cfcyi00ittgCD=r>s;a.>f-hS:ija®JClia 

m (i2oorpim 54^^) Lfe^, ±m^t^x. h V y^-mtry'^=:.^jummm 
(pH7.65) 'vi-^z^mmmi^mstm^^^^h. mmm-vsmm^WL. mmm^ 

[0 0 3 8] 

(4 ) mm:^^m^m (a-t y^^^ > l i s a) 

:&mitmmmi (2) ciaLfcay'xf&^A's. mmMizit}iBs<Di^t>*jKsmc i 

L/T^^^iirfe^ m^^. mSA-PBS^lOO^LMT^itl;^, 1 ^ra;K^5$-&T 

L/5^*e:$)-^b2^^MlS$1i'fec tween-PBST?gfe?i^^, ^)V7t^ty^-'^mm'> 

iSS-ti:, tween-PBSTfSfe^t^ABTS^^M i2.Z-rV J (3-X5^;i//^>y^r 
l/~;V-6-x;i/7i^>m) T^^-^^A] S:MV^T^'feS•&0D415nm<D?R3tS$::/l/ 
-hU— tJf— (E-max; Molecular Devices^fclg) fCTM^L/fco 

(5) v-^rx-frMMMSScoMig 

8 -Tif ^^•T->iiittv^7;^#itffl$fflM|5^P3-Ul$:iES^;%'e^Slb. liBK 

[0 0 3 9] 
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• 



(6) ;\^zry) K-V(Z)#ig 

mmmi (3) '^m^i[\,r:L'^v hmmmiL (5) 'vm^i[\>f=.^mmMMii^i 

0 : 1 K:;&5<fcdM-^L/, j^^O^il (l,200rpm, S^W) Jt^^r^T, 

ll-;i/-l,000 (PEG-1,000) 2g, MEM^;Ne2ml^ j:tJfi;^^;b:^;i/jjNdrS> K0.7 
mLCD?i|g0.2~lmL/10®^ 1-2 i5'^^K:MEM;^ifil~2mL$r 

lglCliriII;t;fe:.^, MEM;^«lS:ifII^T^fi;5)^50mL{C3&-5 J:e)tCbfeo Mi&:^lt (90 
Orpnu 5^m) ±ttS:^T. »^>S-^*nc0J8§$:t5< bfclfe, ^ If h tC 
a:Sl^i2.^, ^mb"ri$)^^3{)^{Ci|IM%HAT^;^100mLcftJcML/5^<. 

C!:®MM&967^^«M:^l^- htClOOittLM-roi^^U SJSCOg-f ^^a./^- 
iJf-sfi, 37ic-eiO'-i4Hi^, ^(Dmm±m^mmmi (4) ^cla«b 

SrilSUjgLT, mt: hSCGF^>^^^n~:^;i/mf$cM^/N'f ::^U K-VKM2141, KM21 
42, KM2143, KM2144. KM2145S:fl|i£bfco 
[0 0 4 0] 

(7) ^>^^5'P-:f-;i/JiL#:CDJWSS 

r^U::^^>^JtSl/fe8 51^5?- Klivi?:?; (Baib/c ) tcHMMi (6) t?!^ 
e)ti;^>'N-f >^U K-'v'lJ^ 5:5-20 X10%Jia/ES^tl^tllg[flSP^^J|^bfc» 10-21 

m (1— BmLm) ^^t^rs^ii (3,ooorpm, 5:&m) hxmm^^^^hr^o =E 

U '>A0.5M$r^i[DlyfcPBST'5S>&f#. iEJVUy 7 yGSL2000 

h;j?Uzt-A750mL) (0;?J^ AtC^3®15mL/^'t:-3i:^bIgM®^^^^i?), » 

tfcMS^ CAntibodies - A Laboratory Manual, Cold Spring Harbor Laboratory, 
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y«^v^^^^Lfe (^1) 

[0 0 4 1 ] 
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KM2141 


G2a 


KM2142 


G2a 


KM2143 


G2a 


KM2144 


G2a 


KM2145 


Gl 



[0 0 4 2] 

(^t^mi) t<DKJt.^^ (4) iC3tL;fe^*^^i!l^'afcTSi^7to =i 

ei {c, mt: hscGF^ J -':^;v^#:(KM2i4i~2i45) it^^m 1 lo^mmizRm 

i * 

[0 0 4 3] 

( 1 ) t: h SCGFifgS^M X ^ KpAGE-SCGF a J: tJf 11 h SCGF® Kri^^sa 

I&#r«M^Si^^'^-pAGE210 (W096/34016) ©HindIII/'KpnI^3SiT>/T'^SC 
GF^yA^M^^-\^-t^mk (Mio et.al. , BBRG 249, 124- 130,1998) iL^M 
j^^ S Zmz^V. H h SCGF^a^ -pAGE-SCGF a U fc. 

[0 0 4 4] 
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Sfe (Miyaji et al ., Cytotechnology, 3, 133-140, 1990) lC^U^Tofe= ^ns 
(DpAGE-SCGF-a$:4XlO^M<^>£lhfr3e'g-?-^^CHOiiji&)Kc (Urlaub and Chasin, Pro 
c. Natl. Acad. Sci. USA, 77, 4216-4220, 1980) /s#ALfco r <D^JiS§:10ml 
®MEMa2000-dFCS(5)^;^[dFCSS:5l 7.5% NaHC03$:l/40a. 200 mL ^ > 

(GIBCO/BRL^hlg) &3 r<,=.%/\)y - T.hV'fh'^^i/y^m. (GIBGO/BR 
5000#fi:/ml/^->>U >^<fctJf5000 mg/ml;;^ hl^:/ h V-f i/y^m) 
&0.5%-g-tfMEM a2000^;% (GIBCO/BRL^±ig) JlClg^b, 10 cmzfXz-V (IWAKI 
t±$g) JCAtl. 37 tJ(>DG02-1'>=¥^^-^-i4Jl?24^r^^#bfeo /N^T^nVH' 
i/> (GIBCO/BRLtfclg) ^^?i|g0.3 mg/mUC^^Jc-pm^ltlL', Se)lCl'-2MW 

l/y^Q.Z mg/mU inethotrexate(MTX)$:50 nmol/l-^mEMa2000-dFCS(5);^;N&{Cl 

-'2Xl0%Sgy/mnc:^§ J:e)lCMb, F75>'^Xn (Greiner^±ig) JC2 ml^^-^ 
L/fc, l'-2M^<?)^«=^, 50 nmol/l MTXlf'|4®$HflaS:0.3 mg/ml 7N-f^'nV 
200nmol/l MTX-^JtMEMa2000-dFGS(5)^gpfl&lCl'-'2X 10^$fflJi§/'iBUC^S * 
e>K:|^l§b, VJ^y^y^Zl (Greiner:^ig) K2 ^Ij^^htco l~2ji^®^«^ 
. 200nmol/l MTXjffifSODMSgSr^ifeo :i®200 nmol/l MTXWffiM 5: TIB fC:mt- 
^mi) fe^tJf^;^2) &MV^T, 2 lCD^-^~J^<^;l/ (Greinert±ig) t?37°C 

, 80ia^/^:T?^g#&4fofeo 

^^1) ^Jfil^Ex-cell 301 (JRH Biosciences:^|g) 

^;%2) 10mg/l®apratinin (Sigma?±ig) Sr-^tJ^Jfll^f Ex-cell 301 

[0 0 4 5] 

(2) ^^--':^;l/^^^:#KM2142S:ffiv^fcl^73:::^^>:/D>y5^W Vi^lc iS^^ 
lligMl't?#e)tlfcin:fcl hSCGF^y ^^P-'^;^M#^KM2142$:MV^fe':7al;?.^> 

:/nv5;7^-f >^{CJ:»J, t&fB (D •^#e>ti;fe;^«±?tcf ®SCGF^ 

(3) fej:t)f (4) <DSZGP9y?t^^ay^n^Vir^^>( --K^^m^K. 

fei:t'5#JW^liid9-&SDS-PAGEi?:$)'ii^, p. Matsudaira®:;^^ (J. B.C. 262, 100 
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35-10038, 1987) tCtJgo TPVDF]^ (Immobilon Transfer Membranes, ^ U /if T^f: 

m) ^m^mK^^Lf:!. m^mitzfuv^yirmm a% BSAS:#t?PBs/ty7 

r- [137miool/l NaCl, 2.7inmol/l KCl, 9.6 mmol/1 Na2HP04/KH2P04 (pH 7.2)] 

'f'jvtfLi$-^^timm^'e^u6o ^mmmhf^. mm^mit^^ico.o^ % tween 

mMLtcm.. >^^-:^'^e/t5f~-e-e0li$tlfcM^^y MgG^# (anti-rat immuno 

globulin i.3g/i, umtm) ^PBsi^i/ioooK^mhtcLmm^X'^ueo^mmm. 

bfeo 0.05 % tween 20^^ti?BSAvyr-X5'^mm^^2m. PBSAvyy- 
•V(D5i^mmW^immmLr:L^^ (ECL western blotting detection re 

agents. T^i/^A yyJSj^i/y A^i^'r^^t^) J: yi^m&fTofco 
[0 0 4 6] 

( 3 ) cHOMJis^#±?f /i>> e) ® b: h scGF ^jr > ^ ^ ® mm. 

Zn2'''-f:t>Tl&^S-fr ^Chelating Sepharose Fast Flowfi#: (TTi/-vA :7 
r)\y^Vr /t^;t-5^i'*f:|S) 5:2.5 cm ^ X20 cm®:*^^ (BioRad^fc^) fCll 
CB®lSS*T'3*Sii£b. 0.5mol/l fg-ffc-?- h U "i; A ?:-^tf20 mmol/1 U hU 
't'AM^m (pH 7.1) X^m\t\^tz.. ^tl^C_Lga (1) T'#feCH0m^«J:^2 
.4 ISr^iOb, l^^ffil^-e+re-tCgfet^^, 0—100 mmol/1 H >^ 5^ > jti^aS^ 
iB*t?^mi/feo ^ffi®:$^®.--^S:MV^TSDS-PAGES:^fV^, JblH (2) TJjo^Lfc^. 
y ^ □ - :^;i/Jit#:KM2142lC J:-5^;a:::^iJr>:/n»i;7^-f> ^i^'eS^H'T S $&45kDa(Z) 

S2|SPg ; MonoQ^^:r>^mt^PVh:y^7>f - 

mT:>^-'>AS:^iiiLT^#^, 4 x;-??2^^Si:Sbfco is.sooxgT-so^MS]^ 

vt:,^^^llbT#e>tlfeifeil§:lommol/l h V y^mmmmmipn 7 .o)izmmh. mh 
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U^l^^MWr'^IS-fbUfeMonoQ HR 5/5 {y^V^JU '7y)\j^Vr ' 

J^>(^7'9%±W) IC^iUbfeo nWrnWi^^^W^^. 0~1 mol/l t^-ffc:hhU 
^^Atti^tgS^iBT'^mbfco ^mM:0'<Z)-aJS:MV^TSDS-PAGE&^rV^/_hlB (. 

f-S/WkDaoDA^ FS:-^t?H:$3*?:iaiRL7^ (gl 2 © I/- > 2 ) „ 
[0 0 4 7] 

( 4 ) CHO^#J:?S ji)^ e) ® 11 h SCGFrJr y 71 ^® Iff 
SB (1) (D^S&2) ®^«^#•r^#fcCHOm^«_tl»;{)^P,£<T® sMc^^n 

Zn^'*'>f ;r>'^|gftI$i±feChelating Sepharose Fast Flow^^$; {y^V^h, '7 
TJVri/T ^5.0 cm ^ X 20 CBi(Di^^2^ (BioRad^llg) {C14 

.5 cm©l*$*-e3^mb, 0.5 mol/1 ^^'ft;:^ h U A ^-^620 mmol/1 ^m•^ 

±m2 isr^irrb, m^mmx'-t^izmfi^m. o-ioo mmoi/i nx^^s^vies^?! 

^-^iB-e^mbfco ^ffi®^<Z)-gl5 5:MV^TSDS-PAGE$:^r?V^, JifB (2) T*^b 

mry=^=.^j^^maLxm^^. 4 'cxzwrnwcULt^^o issoo gT'3o^ra]^ve.> 

4^1ILT#e>*lfetfcl!SS:10 mmol/l h U >^M^M1»?S(pH 7.0) }C^®?L, IH F U 
Xiam^1g?gl?^#B'ftbfcMonoQ HR 10/10 ij^A (T*72/^A :7r>n/TS/T 

A^^^^n^) iz^MLtco mmmmx-\^i^m^^. o-i moi/i mit^-hv 

2) 7?atUfcEM2142{CJ:SC/3::^^Jf>:fn«;5^-f >^^'T?^lli-SjS&45kDa(Z)A> 
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Sephacryl S-400 HRffi^C (rvS/-vA 'yr)y^Vr A^:r^^'^fc$g) ?:XK50 
iGQij^h. (T"7i/-VA 7r;bVi/r /t^r^r^^^ttSg) lC51.5cm®l^$*T'3^ 

93cm®lS ^ * T'^SS b ^ A S: at3«J IC^^ b , PBS^'I 7 T - T+^e^^fg-ftl b 
feo Cltl{CJifBMonoQ|^-f ^r^^cil^J' n h ^'*^'7>f -3^gg®r9-28mL$:^ilDb. 6 
ml/:S^(Z)S^ji-ePBSA^:y 7r-lCj; y^ffibJfeo ^m®4^(Z)-S?:Mv^TSDS-PAG 

ESrffv^ jiiB (2) '^^\^r=.=tJifU'-±j\/mmmimz^^^3^7.^y'fTi . 

[0 0 4 8] 

(5) \LV^^Y^-yj-%^^(j^m.Wtr^jwmmm 

vA^^M'fl:^®#^tctJ^v\^^bfc (^2) „ 3^Sgi; bSCGF^?>A'^^K§r-^tflif 
i0-$:SDS-PAGE^, (®2l/->2) ^-5.V\liP. Matsudaira©:S'^^}Ct^o 

TPVDFm (ProBlott, T^^>f K /t>f i/::?>5^AX?±$g) ^«^6^lC|ii^b7^ 
o «Ki?bfell«^'V$^-y;^-^^b> B*^lt±:S-^S*^45kDa (^2 V->2 
, A^KA) , 41kDa (0 2l/->2, /"^^ KB) , 34kDa (02U'->2, /tV K 
C) (>D=&A> K^^Uffib. :^*M^nv=--r>S/-'^r>-9— (PPSQ-10. ^^sgf^m 

mnmtmm'^^. 6, vic^^bfeiidic, BB^##iiciB«bfescGF®T 

^aB}^)^e)<?)r^ yM^Jt--€-4x^4x— iS:bfeo JS^T. ®2 l^->2JC:^b:feB 
*H:t:^^*a41kDaON5^5g 2 8 ^S^^SCGF^ > A M A 2 8 ^34kDa<Z)N 
*3g5 9 3^»^3)^SGGF^>7l^^MSrA 5 9#:i:l?t- So 
[0 0 4 9]. 

^JfeMs. cHo$iJ5g|§j^ii ^scGFMaM&fflv^fe^^:ll h scGF^ 7 ^ Q 
(1) m%0:^^^tn:#:^^>i!|0jiga)li$g 

HMM 2(3) T*# e> tlfeGHO0Ji§^3^ll h SCGFdf yA^^ (SCGF, A28#:, 
A59#;<Z)SGGF?i-^W 100 Aig$:T;i/^ A>!f>2fflg^i:t>*W Ht^t7 ^^^^-^ 



3 3 



mSE# 2003-3036690 



^ #2002 — 106786 

mw^stmm^mm) ixiohmtt^icem^m^'y:^ (Baib/c) tc^#b, 
mi^m^mm(Dmmitmmmi (s) tmmiz^f^t^o 

[0 0 5 0] 

(2) K>f ^v^ELISA'^ 

^-:^>n/^^^ftKM2l42S:lo/*g/m^ so/tL/T^-edS-^u A.v.x-msmiyX^ 

^^-frfco 1 %BSA-PBS§:100ALMTillJ;t, 1 ^^M^SSiirT^-o 

TVNS?S'SS5::/D bfco 1 %BSA-PBS5:f^T, CHO||ffSi|§j^H hSCGF^t 

S & 5 /I g/inL*T? 1 %BSA-PBS#3|^ L % ® $:50 ^ L/T^-e^J-^i 2 ^r^^ 

iS^-^fc. ^f^ilLTlXBSA-PBSSrSO^iL/T^^^^ib, |^:^lCMlJ5$-^fc. tween- 

PBST-gfe#^, ±iB (1) xn^i[\.rcm^my^7.m!ikm(Dmm±m^^(ifiUK 

X^^h. zmmRl^-^-^tc. tween-PBST?3fe?t^, '^;L'::r ^ ^-ifS^JnlV 
iP^T^M-e 1 ^I^MliSS-fefc. tween-PBSt?^|f^^. ABTSaM?«[2. 2. -TV 
T^€LSitOD415nm(DPR3fe|gS::/l/- hU (Emax; Molecular Devicesmg 

(3) V'j7X'tliMMJIIS®i®S@ 

nifeMi (5) t:mmzmm^n^f:^o 

[0 0 5 1] 

(4) /A>f K-v<Z)j^Sg 

mmmi (6) i:im^iclliiM3 CD ■^#p,tife'T^^:^J!l¥IIHilSi: (3) xn 

#e>tlfemM^?^S:9 6:?X^«M:?'l^- htClOOA L/T^-r^^^ib. 5%C02 



3 4 
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^^-;l/^?^>Sl35BSA-PBS^CMiSL:feV^5i^:S:3gtJ^. S K:HT^:iIiliES^«IlCig| 
U F-VKM2801. KI12802> KM2803fe j;tJ«KM2804^5t3iLfeo 

(5) ^^-':^;l/^it#:<Z)S^^ 

iiiSMi (7) nmmizmmms (4) T'#p>tifeA-f^u k-*=<'«5S:5?-k 

[0 0 5 2] 

[^2] 







KM2801 


Gl 


KM2802 


Gi 


KM2803 


Gl 


KM2804 


Gl 



[0 0 5 3] 

cGFmB^t(DB.m^-kmmmi (4) iz^Lr=.mm:^&m^mizxm^r:Lo m 

SlC^f J:e>fC, Ui^hSCGF^^ ^U—r/Utfii^ (KM2801, KM2802, KM2803^j: 
mM2804) tiGHG^SS^^t hSCGF^>7l^^{C#Me«JtCMi;5b, ZiyhU-JV 
<D 1 %BSA-PBS}C liHiS Vr^tf^-ofco 
[0 0 5 4] 

3 5 ffiSE^Np 2003-3036690 
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4. SdSM^^hSCGF^yj-^^M iCmmm^W S:MV>feMti hSCGF^ 
( 1 ) 

[0 0 5 5] 

(2) mm<D^&tmi^m^mm<Dmm 

(Balb/c) IC^#U, 2 3a^^J; yiOO/tg®SDS^ttll hSCGFfJ?>7l 
St hSCGFgfi^, ^D-;^^/lM^bTl%BSA-PBS&MV^fco ) T'li^. 

tn.i^m^mmo)mmitmmm 1 (3) {cia^^^^iii^^^^c^f^feo 

(3) v^7;^#itffim®ii|S 

(4) /N>r:/y K-'^^f^ig 

mmmi (a) ^^im^fcbT. ^igM4 (2) vm^nrci'^^:^mmmt: (3 

#^tl7£:MJ^j!^^|£S: 9 6 5^^«Mr^l/-h{Cl 0 0 /iL/!o:To:5^^U 5 
%C02-r>'3rrL/<-3r-cJJ, 3 7 iC*t? 1 0 ~ 1 4 H :^«L/fco r(Z)^#J;?» 



£fiffl£# 2003-3036690 
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^/N-f rfU F--VKM294U KM2942, KM2943, KM2944fe j:tFKM2945S!Si55:L7^„ 
[0 0 5 6] 

(5) ^j^u—^j],mi^<Dmm 

mmmi (?) tmmzmmm4 (4) T'#e>tife/>-fy!; F-'>r^$:5t-F 

[0 0 5 7] 







KM2941 


Gl 


KM2942 


Gl 


KM2943 


Gl 


KM2944 


Gl 


KM2945 


Gl 



[0 0 5 8] 

Mmm4 (4) "^^eitlfeijifcl hSCGF*E>^^^n--^;i/Jit#:<DSDS^ttll hSCGF 

4: Izmir ^^IZ^ hSGGF^ey i^n-:^;i/in:#: (KM2941, KM2942, KM2943> KM 

2944fe ,fc OT2945) liSDS^'ffi fcl h SGGF^S? > A* i7 ^K.!^m&ifKmm H > h n 
- >n/(Z) 1 %BSA-PBS}C it^m htJtiS^^tcio 
[0 0 5 9] 



3 7 
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• 



ISA) -e^ffLfe. 'r^xscGF^yA^mtmmm2mm<D:&mizmcxi^m 

r -fe -r ffl<Z)MM t. b TCHOIHM^S^ t: h i: ^ >^ SCGF^J? > A* ^ ^ & M V^ 

mscGF^e y ^ n -f-;i/jit^KM2i42JiS2^'i## 1 fc^f scgfcdt ^ 7 ^ssa^fj® n 

i^SCGF^y iJ^n— :^;^^i^;#:KII2142^it hfe4:t>V't7XSCGF^>'A^'^©M 
[0 0 6 0] 

faSCGF^ 7 ^ n - :^;I/^#;KM2945^iSDS^ttSCGFl5^ > A' K (CHOimjIigl^^) S: 

^^lM^cMv^T#^Lfey^>f :;^y K-vftj^c^m^-efeSo mscGF^y ^D-:h;i/ 

$ti;to titSCGF^y' ^a-':h;Vjn;#;KM2945ttve7>^SCGF{C#-^S5SX^iS 

(2) s^T.^yfnv'r^ y^ 

mmm^ (3).T?#e>tifeGHoiHjBSi§3^fci ^sGGF^>A^^^^Mv^. njgMs 

^ J: 4 "T-f^lg •^nfctfi\^h SGGF^ y ^7 n ~ :^;bJit:#:KM2804fe J: tJfKM29450D ai 
X ^ > y n 5^ ^ > ^^{c It SiK^Stt &^S>f L feo 
[0 0 6 1] 

mMm2 (2) i:l^^}CPVDFmiC^i^b"^i?->::^;i/S:, yn^ydr>i^^?^tfiT- 



3 8 
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• 



r A^^^i^nm) mm^'vmueo^mmm.i^tco o.os % tween 2o&-^tfPBs 

A vy-T ~T'5i5-^^#^2llf, PBS A "7 T - TO 5 dST^Sfe^t ^ 1 U^M b 
[0 0 6 2] 

H2lC^t:)-^ 3, 4, 5 li-en-?~tlKM2142, KM2804. KM2945?:M V^fe5K 

SCGFfe<J:?)JN7^ag2 8aS^4^SCGF^5?>A;57@-^$,S A 2 8 #:IC«S/;S:'S$:^ b 
TVN^o t.fz.. KI!2945^i^:RSCGFSJ:t^*^^^OV^'rtl.%H^S;'^£&*L/TV^feo 

[0 0 6 3] 
lligM6. fchSGGF^Sl^ 

mMmi-^'^hMcMX. hSCGF^y n— ^>n/*rt#:KM2142^jei^T<3D^^tCj; y 
If^r^^^^bi^co I^SiMl T#e>tlfeKM21425»igm#i&PBS-eimg/inL{C#|RL 
, l/4^i:®0.5moles/LM^A'y>'r- (PH9.2) S:iII;tfeo Se>{CA^/7r-^ 
imSONHS-Lc-Biotin (Img/mUCi;;* ^>n/jJ>;i/Ar ^ KlCT^«? ; fcfT:^%fcig) 

^JS#TfiTbfe„ s^iig, ^MT-ii!S#Mi;s%^fofe#. fbst— efeM'K^bfc*) 

(D&lf:^^>MfiKM2142i: L/TMV^feo 
[0 0 6 4] 

96?^:oDEIAM::^U'-- h (i^^>r:^-^±iS) IC, HJgMS hSCGF 
i^n— ^;i/m#:KM2804S:5/ig/mL, 50yttLM't?5^^b. 4 iCT— a^S:«bT 
PS^^iirfeo l%BSA-PBS$:lOOAt.L/5^:T-i0;i-, 1 ^r^M^S^i^T^o 

TV>^?S'l4»S:yn^yi^bfeo mSA-PBSS:^T, lliiM2 (4) l?#e,4X7^CHO 
^BISlSJ^ll hSCGFiJf >A^^§:Jfiim#«^?S T?17,5ng/mL 
A> e> 2 1 4^,#^bfe%0D$:50^ L/!ir^l?r9-tib^lBT?2^f^MlS 
^-frfeo tween-PBSl?^#^> _t:tE"e#e)ti;blf ;r^>^iiKM2142 (0.2,ct g/mLJC 
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ffiliE# 2003-3036690 




2 002—106786 



BSA-PBSlCT#3iR) &50/i LMT*X.T^M, 2 ^^^fS^-gr, tween-PBS-TJgfe^ 
$e>tCT;b;!7U:7:rX7y^-if^^rtfi;> (if >f y K^±i?) &32000 
^#59^'T?50/tLM*^iII;iT^^a. 1 ^f^M/S^iirfco tween-PBSt?Sfe?^^. Ampli 
Q (DAKOtfc^) ^MV^T^•§^$•^OD490nm0r)®^3feli&:i^l/- h U -tJ*'- (E-max ; M 
olecular Devices^fcig) iCXM^h-^o "^(D'^M. S 6 JC^-T J: -5 

[0 0 6 5] 

m 

M:^$:^4^C5tf o 
[0 0 6 6] 



ffiil4t 2003-3 0 36690 




ALL 7 7 100.0 

AML 7 6 85.7 

CML 6 6 100.0 

MDS 5 5 100.0 

NHL 7 6 85.7 

MM 6 4 66.7 

.^AA 7 0 00 



Mt7Mt®MMDW-i!^ fli-2SD=18.2ng/mL 

[0 0 6 7] 

m^AmizitmL. M,^'^m^Bstm mi) . m^v y/^^Bikm (ald . 
m'\^'^mmBikm (cmd . 'wmmmmmmm (mds) . m^t^^yvyAm (nh 

JiilMaiSfS[OM^S:#^5^^-??^S#3^s;dr>y >/1ffi (NHL) , #igtt#tl 

M (MM) . 'wmmMmmmm (mds) , ^j^'wrn^aitm am . Mmy^^ 
Bjtm (ALL) , m^^wm^&mm (cmd ^itm-t&t. M^^'wm^&skm (am 

L) , ^i^vy/mBskm (ALL) , MlS-tilffiejfitj© (cmd J&ifa)ejfii^m# 

®jfitMtf»SCGF?i^tt, #N>f^$>'^>U>7lffi (NHL) . ##§ffi#Mffi(MM), 

(MDS) t£i£(Dm(DtuBikm^0BikmmM^ikmmBBm(Dskm.^S 

cGFmmKitm v x^Miz-m < , jftt?Ktf»scGF^§;gi± e jfiijig t. m ^itm^i^^skm 
^Dsm^^itmvx^^ m)sBmikipscGFmmitkkBm<D^thtitmLxmM 



4 1 
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[0 0 6 8] 

5tJlllf^«HJiS#«l5:^t"tfclt#®SCGFaSgttpre-conditioningiJ^aplastic^lC 

ICit^, aplastici§fei:t)f^ecovery^^C^V^T5tS^CJ^it^t^f^SCGF^g||:^)^lev^^Z)'r 

l/J^o -^(DmM^MQiC^-to pre-conditioningii^CfeV^■r^i, ^; hJ^T :7lt 
Mjtli5ng/mUC^«?>S3i:fCJ: y^S87%, #MS57%-e, aplasticM^CfeV^T^± 
35;^y h;r7ft?:10ng/mLlC^«)SClil-e^S87X, #MS6356T?, recoveryil'^tt 

h:tyM^l5ng/mUzmi^S>^tXmmS7%. #M^63%T\ ^tl-^'tlSCGF?^ 
:ltl$:^^^cMv^;&*^ofe^{cit^T^^S(p<0.05)^CGVHD|6^M^ 

^m^mhi^mmGVEmmx^^ fe„ 

[0 0 6 9] 

9 . 3mMiknmm<D^miiikmscGFmm 
mmm6 0:^m^m\^x^:^^-'Vmzm^i^r:^o m^^mi oiz^to 

^M0MmmXlt. recovery^fe j:t>*stableii©SCGFaMli, pre-conditioni 

4 2 ffiiE^ 2003-3036690 



• #2 0 0 2 — 1 0 6 7 8 6 

h:tym^m^lt9.5iis/mLiZ^^^a:itiZ^i)mm75%. nmm67%X\ apHasti 
[0 0 7 0] 

1 0 . &ikmm^(D^mikmmiz ^ it § scGF©i§jg 

i Kit(Qiagen:^^)^MV\ >^n h ll-;VK: b3t3^>^oT^RNA&^*m ^RNAl^tt 
S^dMseKGIBCOUmmmV. Superscript First-Strand Synthesis Systemfo 
r RT-PCmiBm±m)^m\^^Xmm^L. Pirst-Strand DNA^rMlgU;^. Taq Pol 
ymerase(TaKaRa?±|g)S:MV^. MS^LfeFirst-Strand DNA&iiMi: gB^J## 
8i3J:X:^9fjt^mzm^^^l O^JctJfi lCDmSI2MS:^t-S:ty dfDNASry 
^-f-e-i^LT, ^tl^tl, tihGSPDfl, SCGF^^^(D;^mSr^ML;^^3 5. G 

^ttU>>'\°ffi&j4l5lg (ALL) 2M*1M, (AMD 
2MtfT2M"T?SGGFCD^]^;?)t:g|ftj $ ;|T,fe^ 

[0 0 7 1] 

[I^H^CD^^] 

^mmit. scGFic^^Sf S^^t#$rMv^fc, fijfiijig, iaajfe^^fcli^eMu^ll 
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[0 0 7 2] 

SEQUENCE LISTING 



<110> KYOWA HAKKO KOGYO CO. , LTD. 

<120> A diagnostic method and a diagnostic agent for leukemia, preleukem 
ia and leukemic malignant hemopathy 

<130> H13-2381Q3 



<160> 11 

<170> Patentin Ver. 2.1 

<210> 1 

<211> 302 
<212> PRT 

<213> Homo sapiens 

<400> 1 

Ala Arg Gly Ala Glu Arg Glu Trp Glu Gly Gly Trp Gly Gly Ala Gin 

1 . 5 10 15 

Glu Glu Glu Arg Glu Arg Glu Ala Leu Met Leu Lys His Leu Gin Glu 
20 25 30 

Ala Leu Gly Leu Pro Ala Gly Arg Gly Asp Glu Asn Pro Ala Gly Thr 
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35 



40 



45 



Val Glu Gly Lys Glu Asp Trp Glu Met Glu Glu Asp Gin Gly Glu Glu 
50 55 60 

Glu Glu Glu Glu Ala Thr Pro Thr Pro Ser Ser Gly Pro Ser Pro Ser 
65 70 75 80 

Pro Thr Pro Glu Asp He Val Thr Tyr He Leu Gly Arg Leu Ala Gly 
85 90 95 



Leu Asp Ala Gly Leu His Gin Leu His Val Arg Leu His Ala Leu Asp 

100 105 110 



Thr Arg Val Val Glu Leu Thr Gin Gly Leu Arg Gin Leu Arg Asn Ala 
115 120 125 

Ala Gly Asp Thr Arg Asp Ala Val Gin Ala Leu Gin Glu Ala Gin Gly 
130 135 140 

Arg Ala Glu Arg Glu His Gly Arg Leu Glu Gly Cys Leu Lys Gly Leu 
145 150 155 160 

Arg Leu Gly His Lys Cys Phe Leu Leu Ser Arg Asp Phe Glu Ala Gin 

165 170 175 

Ala Ala Ala Gin Ala Arg Cys Thr Ala Arg Gly Gly Ser Leu Ala Gin 
180 185 190 



4 5 
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Pro Ala Asp Arg Glh Gin Met Glu Ala Leu Thr Arg Tyr Leu Arg Ala 
195 200 205 

Ala Leu Ala Pro Tyr Asn Trp Pro Val Trp Leu Gly Val His Asp Arg 

. 210 215 220 

Arg Ala Glu Gly Leu Tyr Leu Phe Glu Asn Gly Gin Arg Val Ser Phe 
225 230 235 240 

Phe Ala Trp His Arg Ser Pro Arg Pro Glu Leu Gly Ala Gin Pro Ser 
245 250 255 

Ala Ser Pro His Pro Leu Ser Pro Asp Gin Pro Asn Gly Gly Thr Leu 
260 265 270 

Glu Asn Cys Val Ala Gin Ala Ser Asp Asp Gly Ser Trp Trp Asp His 
275 .280 285 

Asp Cys Gin Arg Arg Leu Tyr Tyr Val Cys Glu Phe Pro Phe 
290 295 300 



[0 0 7 3] 

<210> 2 
<211> 224 
<212> PRT 

<213> Homo sapiens 
<400> 2 



4 6 
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Ala Arg Gly Ala Glu Arg Glu Trp Glu Gly Gly Trp Gly Gly Ala Gin 
15 10 15 

Glu Glu Glu Arg Glu Arg Glu Ala Leu Met Leu Lys His Leu Gin Glu 
20 25 30 

Ala Leu Gly Leu Pro Ala Gly Arg Gly Asp Glu Asn Pro Ala Gly Thr 
35 40 45 

Val Glu Gly Lys Glu Asp Trp Glu Met Gin Glu Asp Gin Gly Glu Glu 
50 55 60 

Glu Glu Glu Glu Ala Thr Pro Thr Pro Ser Ser Gly Pro Ser Pro Ser 
65 70 75 . 80 

Pro Thr Pro Glu Asp He Val Thr Tyr He Leu Gly Arg Leu Ala Gly 
85 90 95 

Leu Asp Ala Gly Leu His Gin Leu His Val Arg Leu His Ala Leu Asp 
100 105 110 

Thr Arg Val Val Glu Leu Thr Gin Gly Leu Arg Glh Leu Arg Asn Ala 
115 120 125 

Ala Gly Asp Thr Arg Asp Ala Val Gin Ala Leu Gin Glu Ala Gin Gly 
130 135 140 

Arg Ala Glu Arg Glu His Gly Arg Leu Glu Gly Cys Leu Lys Gly Leu 
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145 



150 
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155 



160 



Arg Leu Gly His Lys Cys Phe Leu Leu Ser Arg Asp Phe Glu Ala Gin 
165 170 175 



Pro Ser Ala Ser Pro His Pro Leu Ser Pro Asp Gin Pro Asn Gly Gly 
180 185 190 

Thr Leu Glu Asn Cys Val Ala Gin Ala Ser Asp Asp Gly Ser Trp Trp 
195 200 205 

Asp His Asp Cys Gin Arg Arg Leu Tyr Tyr Val Cys Glu Phe Pro Phe 

210 ■ 215 220 . 



[0 0 7 4] 

<210> 3 
<211> 248 
<212> PRT 

<213> Homo sapiens 



<400> 3 

Glu Gly He Cys Arg Asn Arg Val Thr Asn Asn Val Lys Asp Val Thr 
15 10 15 

Lys Leu Val Ala Asn Leu Pro Lys Asp Tyr Met He Thr Leu Lys Tyr 
20 25 30 



Val Pro Gly Met Asp Val Leu Pro Ser His Cys Trp lie Ser Glu Met 

4 8 ffi|iE#2 0 0 3 - 3 0 3 6 6 9 0 
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35 



40 



45 



Val Val Gin Leu Ser Asp Ser Leu Thr Asp Leu Leu Asp Lys Phe Ser 
50 55 60 

Asn He Ser Glu Gly Leu Ser Asn Tyr Ser lie He Asp Lys Leu Val 
65 70 75 80 

Asn He Val Asp Asp Leu Val piu Cys Val Lys Glu Asn Ser Ser Lys 
85 90 95 

Asp Leu Lys Lys Ser Phe Lys Ser Pro Glu Pro Arg Leu Phe Thr Pro 

100 105 110 



Glu Glu Phe Phe Arg He Phe Asn Arg Ser He Asp Ala Phe Lys Asp 
115 120 125 



Phe Val Val Ala Ser Glu Thr Ser Asp Cys Val Val Ser Ser Thr Leu 
130 135 . 140 

Ser Pro Glu Lys Asp Ser Arg Val Ser Val Thr Lys Pro Phe Met Leu 
145 150 155 160 



Pro Pro Val Ala Ala Ser Ser Leu Arg Asn Asp Ser Ser Ser Ser Asn 

165 170 175 

Arg Lys Ala Lys Asn Pro Pro Gly Asp Ser Ser Leu His Trp Ala Ala 
180 • 185 190 
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Met Ala Leu Pro Ala Leu Phe Ser Leu He He Gly Phe Ala Phe Gly 
195 200 205 

Ala Leu Tyr Trp Lys Lys Arg Gin Pro Ser Leu Thr Arg Ala Val Glu 

210 215 220 

Asn lie Gin He Asn Glu Glu Asp Asn Glu He Ser Met Leu Gin Glu 
225 230 235 240 

Lys Glu Arg Glu Phe Gin Glu Val 
245 



[0 0 7 5] 

<210> 4 
<211> 22 
<212> PRT 

<213> Aretificial Sequence 
<400> 4 

Arg Glu Trp Glu Gly Gly Gly Trp Gly Gly Ala Gin Glu Glu Glu Arg 
1 5 10 15 . 

Glu Arg Glu Ala Leu Cys 

20 



[0 0 7 6] 

<210> 5 



5 0 
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<211> 10 
<212> PRT 

<213> Homo sapiens 

<400> 5 

Ala Arg Gly Ala Glu Arg Glu Trp Glu Gly 
15 10 



<210> 6 
<211> 10 
<212> PRT 

<213> Homo sapiens 
<220> 

<221> unsure 
<222> (1) 

<223> Xaa is unsure 



<400> 6 

Xaa Leu Gin Glu Ala Leu Gly Leu Pro Ala 
15 10 



[0 0 7 7] 

<210> 7 
<211> 10 
<212> PRT 

<213> Homo sapiens 

5 .1 mU.^ 2003-303669C 
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<400> 7 



Asp Gin Gly Gin Glu Glu Glu Glu Glu Ala 



10 



<210> 8 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<400> 8 

cccatcacca tcttccagga gc 22 



<210> 9 
<211> 26 
<212> DNA 

<213> Artificial Sequence 



<400> 9 



ttcaccacct tcttgatgtc atcata 



26 



[0 0 7 8] 



<210> 10. 
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<211> 19 
<212> DNA 

<213> Artificial Sequence 
<400> 10 

gtcctctttt ccctcaaca 



<210> 11 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<400> 11 

ttttgggggc tttggtgg 13 

BLJ^n^i^-t, (A>f ^t'^' >^fE L I S A) 

PAGEA^~>S:^f o l^->3, 4, 5 tt-?-tl-rtlKM2142, KM2804, KM2945&M 

s:mscG?w,mii2U2^m\f^x^3^:;(.^y':fuyy='^ y^htziU-y 

4 : |aSCGFJit#:KM2804 M V % T 'i' X iJf > n »y 5^ > ^ b 1/ - > 

5 3 ffilE^ 2003-3036690 
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[®3] ^7n-:^;^m#^®. CHOillfifiM^^ll hSGGFMQlC^t-SS/iS 

-K^rat-To (A-f ^-r-f >^*EL.I SA) 

) iCT^-r-SH^Stt^^t-o (A-f ^'■7^-1' >e^EL I S A) 

[125] 4^a-:^;btn:#:<Z>. H hfeJcD^v^i^XSCGF^e (CHOIHJBS^ 

3^) lC^-rSM/^ffi5:a^t-o. iA^^y^f^ >^fE L I S A) 

[0 6] ^^D-:^;i/*i#:&Mv^fc-9'> KW^y^E L I S Alcj:SH hSC 

GFM e ® ^* ffi^^S & ^ - 

* : Normal (^tSAP) ^SVM^AA (H^^^'K^lfilf^) t^mMm P<0.05, 
# :NHL (^^dN^C^'^^UVv'N'fll) iKOmi^mi P<0.05, $ : MM 

) iKDmMM P<0.05 

* : GVmmmMiKDmM^B P<0.05, # : Pre-conditioning Phase i:®^^^^ 
p<0.05, $: Aplastic Phased P<0.05, &: Recovery Phase ilO^t 

MM P<0.05 

[09] 5tJfil#JliJiSi^*tB#Jfe^*SCGFaSi:GVHD^5em#®^feffi^S. # 

[010] 5t Jfe#«HM^«im#J&»«4^SCGFti^lc J: S ^mMM^ J: tJ«#MM 

* : pre-conditioning Phaseil®JtS^ P<0.05, $ : Aplastic Phasei:®«ji^ 
^ P<0.05, & : Recovery ?haset.(D^MM. p<0.05 
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■ [mil] mMnmm^mBmskm^scGmmti^stnms^&mmmmo)^ 
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mi] 



MM 



#2 002 — 106786 



-SCGF-1 
THY— control 




KM2141 KM2142 KM2143 KM2144 KM2145 



1 2 




BEST AVAILABLE COPY 

1 2003-303669C 



[03] 



#2 002-106786 





[04] 



BBSA 




2941 2942 2943 2944 2945 



BEST AVAILABLE COPY 

2 taUW 2003-303669C 




[Bf5] 



#2002-1067 8' 6 



KM2945 




KM2142 
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